Supplemental MATERIALS AND METHODS

Enzymatic digestion using transfected cells. To test the activity of full-extent MMP-3 and MT1-MMP on EMILIN1 we used HEK293 cells as MMP source. HEK293 cells (purchased by ATCC)
were transiently transfected with pCMV2-FLAG and pCMV3-SP-FLAG plasmids (Sino Biological Inc), containing flag-tagged MMP-3 and MT1-MMP sequences, respectively, using FUGENE HD transfection reagent (Promega). 24 h after transfection, 150 µg of recombinant EMILIN1 were added to the media (2 ml, total volume). The conditioned media and total cell lysates were collected 48 h post transfection for western blot analysis. Cells were harvested and lysed by vortexing for 15 s in cold HNTG buffer (1% Triton X-100, 20 mM HEPES pH 7.5, 10% glycerol, 150 mM NaCl) containing a protease inhibitors cocktail (Roche) and 1 mM Sodium Orthovanadate followed by incubation on ice for 20 min and centrifugation for 30 min at 16,000 × g at 4 °C. The total protein concentration of the extracts was determined by the Biorad Protein Assay Kit (Biorad) and equal protein loading was confirmed by vinculin detection in whole-cell lysates. Harvested culture media were cleared for detached cells and debris by centrifugation for 10 min at 1,500×g and directly loaded in SDS-PAGE. MMPs expression was probed with anti-flag antibody (Sigma). As MMP-9 source we used supernatants derived by human osteoclast cultures and the relative enzymatic activity was assessed by zymography as previously described 1, 2 . Briefly, monocytes were allowed to grow in the presence of differentiating agents (M-CSF and RANKL, Prepotech) and after 14 days from the beginning of culture the supernatants preincubated in the presence or absence of APMA (p-amino-phenol-mercuric acetate, provided by Sigma-Aldrich) were loaded on a 8% SDSpolyacrylamide gel containing 0.1% gelatin. Gels were run under non-reducing conditions and stained in 0.5% Coomassie brilliant blue R-250/30% methanol/10% acetic acid. After destaining, images of Coomassie blue-stained gels were acquired.
Supplemental Figure S1 EMILIN1, added to OC supernatants, was collected after 1, 6 or 24 h and analysed in WB with As556 antibody to detect cleaved fragments.
Supplemental Figure S2
Specificity matrix showing how frequently each residue has been found to occur in each position around the scissile band. The most conserved residues are at -1 (P1) and +1 (P1') position, but only Histidine and
Tryptophan are never allowed in P1, whereas Tryptophan and Proline are very rarely present in position P1'. On the contrary, Serine and Arginine, the residues we indicated as possible cleavage site, are not rarely present in position P1 or in position P1', suggesting that these residues represent a candidate for a NE cleavage site. To experimentally test this hypothesis we prepared several constructs where S913 and R914 were substituted with residues rarely or never present in the predicted cleavage consensus site.
